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j (54) Title: METHOD OF DIAGNOSING CANCER BY DETECTING GPC3 



© (57) Abstract: It is intended to provide a method of diagnosing cancer by detecting a novel cancer marker in blood. By detecting 
fS soluble glypican 3 in a test sample, cancer can be diagnosed. 
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wmm 

GPC30*fflK:J;**o*»f^tfe 
DH#>3 (GPC3)fc*lttU *£»»rT*;££K:HTS. 

>2> ^yt:*>3, ^ye*>4*j:^yif*>5) *J#ft-r*ct^«» 

SnTVi*. J107 7 5iJ-O^>A-ll JS-fclMX (»60kDa) ©37* 
'j3^7*^7r^H/'>h^ (GPI) 7>*-fc«fcD«IIS«fci»^b 

*0, (a»C3«€Wff«ft*^-*-tUTSW«T#*TOtt^**21t«6n 

£JUNN #§&93# S ttttGPC3tt»5ft«ADCCiSttRtf CDCSSttft* IT* 0 Iff «©& 
*fcfffflT**C£*Jl,ttIU #fffflfiS^ff-pfe (#82001-189443) . 
b*Lfc#&, GPC3«l!lilg^*>;^K > T?*0^^©PGC35'>/^K^#ffi 

§SI8©H^ 

^ytf*>3 (gpc3) ^358#s©r;^->^359#s©-fey 
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xDmnwm^n^^^v. w&aGPC3awffiii#©jfo*K:#»$n5t 

HSGUBSfiT, GPC3^>H-f y^ELISAJRMSU GPC3K56^T*S t bjff 
«*fiHepG2®i6*±flf+K:»»fflGPC3©#fiE*|i6^fcl/fc. SSfc, HepG2£ 

t -7 x m f © #fc e> r t h w ussm^i&m * OTSSGPcsanE 1 1> j^a 
hit. G?zmft®v~%~T&zm&Qb&M<Dft%T?&fe?%m*m®t>n 

5©T, GPC3©ttffltt«©IWWtUT#fflT?**fc*A6nfc. *fcl>r«S!GPC3 
ttC*«WfH-ffl*B»t , SKGPC3tt#T«*fflbK<Vi«^K»*2:t^6, # 
»SGPC3ttN«jWrM-«ffitlt£3n&. foL N«*KITr**iGPC3ffi#Sffl 
V>5©##3:bl>i:#*., S&te«fc*»l*£?T^ *56Wfe^fifc*-fr5tS^fc. 

(1) **tt»*©W*<b(ffC3^>/t^R*«tH1-«e:tfe^«t-r5«©»»r 

(2) pJMGPC3^>/^IC^, GPC3©N*^^Klf*S (1) ©«©^»f^ 

(3) GPC3©N«I^^H^GPC3©*l#B©75/lfc*>5*374#a©7$/ 
m^e»?S:S75yK6B?fJ' : f^/S:Ml#a©75/m^e»^358#e©75yK 
*6ft67$/li»tfc**n*^^i<ifrT**, (2) ©«©^Hf^iS, 

(4) «ov»m**e** (D (3) ©^-rn 

#>©^#f;fr&, 

(5) ffgfc&T&S (1) 3^6 (4) ©V»m#<D*»f#tt* 

(6) ttGPC3tt#ftfflVi*dtft##i*r* (1) *»6 (5) Ctiftli^^. 

(7) ^*fcB«bfcttGPC3R#t«»«JtTtl»3n^0iGPC3«#*^V»S 
Clfc^ittmt-r^ (6) ©£&, 

(8) MMMWetf-^T** (7) ©#*£, 

(9) «EGPC3tt#££tr«0*W*, 
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(ID (9) Xtt (l o/ojMff*, 

(12) StGPC3tt#3ft*GPC3©N*^^F*B»-rsct*1*«i:f * (9) # 
6(11) OVi1*n^CD»»rll, 

(13) ftGPCSttfleft^trtMK** k 

(14) 3ae#fcffl£LfcffiGPC3Jftfl:£, MMMtTM^fcttfrfc^tr;: t 
ZftmtTZ (13) <D®m*y K 

tt, #fcGPC3*>^£*##fct-*3fcS#©«£, GPC3*>/^S#--£©I;& 
±#«T**>Sfr©»j£, GPC3* (#j*tf, n>hP- 

GPC3* >/1£«©*£©8>l£> GPC3* >/^S©*©«!i£& * Z. tifiH 

w©#&tmfc££n£. 



1. KGPC3ia#©^« 
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ftWlcte. T^^tt*, kMTO&f 
©&&©&#£fflV>£££j&n?££. 

xtrh-^tuTBaii-sajffittWfcfimssn^vjA^ gpc3*>a£k©n* 

flj (75y$l#g©Met~358#B©Arg£fctel#@©Met~374#@©Lys) fc 

tr. 

s 

oT&ft©$8BJlS «»©^^U-->^*fefc«tD, t^n^-tJP 

ft#3t#©*fmKiUT«ffl3ft*GPC3£* Lage, E et al., Gene 
188 (1997) , 151-156fcHj§*Sn&GPC3 (MXR7) it£^/7$ J &ia#I£5SS! 
t%Z.liK.&-z>X&*, Ttet>%* GPC3S3-h*r*3tfi^E?!l*^»©58a^ 
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S&, ^OGPC3*«KLTffl^*Cl4:t)TfrS. 

&(C, Jl©fil©GPC3^>A^K^^#^il/T^Vi5. fcSUfciu GPC3©gB 
hGPC3cD75/»IB?U«tt){b^fi6fc«J;D#5 2:t>fe>T#*U» GPCitfe^©- 

se>ic^©GPC3£*>/^g# 
mna t>##rs c. t izx-iTb'&z zttf-vtz. h* t hxm 

V»aGPC3©8MHi|R&ftfcV>#, NMl;ffftt5ieh-y^»5^S 
5 GPC3©75y®l#g©Met~358«g©Arg£fcttl#i 
CDMet^374#BOLys*T?0^^K*ffl^ntf«J;^b, u©i^0iH h-:/ 

tttfo**©il*K flAtf, V^X, 7*;h. /NAZ^-> *5Vi«^7^ U- 

IT, «^K**JLft«©lfcHWSfctt«TK:S»rs C 4:1c J: 
Dffbn^o *f^ttJR«PBS (Phosphate-Buffered Saline) 

H»Ufefc©fcmMfC«fcDjl?ir©7^aM>h, M/L 
tf7D'f>h*47i'a/Oh«*tS^l/, SLfcfc, Bft¥Lft1!3fC4~2lB&fC 

resets. s?t, *f^ttacft«i»K:a»fta#t«fflf sdife-e**. # 

C ©«fc -5 lcit9l»^ U J&JII+ KBfa© Jfiflc t/^;W±#T5® 
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(P3x63Ag8.653 ) (J. Inmol. ( 1979) 123, 1548-1550) , P3x63Ag8U. 1 
(Current Topics in Microbiology and Immunology (1978) 81, 1-7) » NS-1 
(Kohler. G. and Milstein, C. Eur. J. Immunol. (1976) 6, 511-519) , MPC- 

11 (Margulies. D.H. et al.. Cell (1976) 8. 405-415) , SP2/0 (Shulman, M. 

et al., Nature (1978) 276. 269-270) , FO (de St. Groth, S. F. et al., J. 

Immunol. Methods (1980) 35, 1-21) , S194 (Trowbridge, I. S. J. Exp. Med. 
(1978) 148, 313-323) , R210 (Galfre, G. et al., Nature (1979) 277, 131- 

133) d«ifl*:*JISft«. 

5Jl/7>x-r >t><D-%m (Kohler. G. and Milstein, C. , 
Methods Enzymol. (1981) 73, 3-46) SfcJpDTff 5 

(peg) > -fe>y<^<;vx (hyj) m&mmzn. mzmmizkVM&mmzft 

RPMI1640J&£i£. MEM«*^, *<Dm* C0,«©IBfi**fc:ffl V>6tl*a^O» 

mmmm'zmr'&r), a&«c, ^mmstm cfcs) #©Kim«»E^#ffflT«c: 

S£U ^»37X:8«ICjlD»UfcPEG»* (^^.«¥^^ftl000~6000@ft) 
£ii#30~60% (w/v) ©fc&TS&JiJU *S£f5J:£K:«fcoT@ft£-t-3ia£ 

&v*iijfeiit6fte«iK$*r*. 
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fcfflV>fc&©£/BV>fttfck<, *fcWA«GPC3©N«|»ffrfcW-r*tt:flcft i »«fc5 

U^mtin YitroTGPC3fc«f^b> >/t*fcfc hft*©*^««&* 

S^ifcTilfS (#&¥1-59878#&*#HB) . $eH, th«#lfifO*T 

SWltfeJ:^ (HIK^fftfiS^IBS^WO 94/25585 ^&S8, WO 93/12227 ^ 
WO 92/03918 W0 94/02602 -lf&?g#JlB> . 



WO 2004/038420 
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Vandamme. A. M. et al., Eur. J. Biochem. (1990) 192, 767-775, 1990#$O o 

(V) ^£3-h*T3mm£¥fKT£o mRNAomSikL miU*. 
#7 (Chirgwin. J. M. et al., Biochemistry ( 1979) 18, 
5294-5299) , AGPC& (Chomczynski, P.et al., Anal. Biochem. ( 1987) 162, 
156-159) mz£*)'ffoT£Wh*m&l>, mRNA Purification Kit (Pharmacia 
SS) «£MLTBW®inm£W$f £fc v QuickPrep ntfNA Purification 
Kit (Pharmacia®!) *m>ZZtiZ£*)mh*&mm®:?Z>Z£*r%Z> B 

% t> nfcmRNA^ £> mkim% £ m V> Tm#Y««<D cDNA & £ o cDNACD-n 
fifcli, AMV Reverse Transcriptase First-strand cDNA Synthesis Kit 

xmnm) t&zm^rft?. &it, cWh(D&j&&£vwm*ftyiz\z, 5'-Ampii 

FINDER RACE Kit (Clontech©) &£Zfi?QKZm^fl$' (Frohman, M. A. 
et al., Proc. Natl. Acad. Sci. USA (1988) 85, 8998-9002, Belyavsky, Aet 
al., Nucleic Acids Res. (1989) 17, 2919-2932) 

£n<£o&gu^*-£f£isu ±m®mzmALT?u--zmiR 
%tot?%mKi$iW<Dmm%u-}z?zwh*%tz<D%, z.n&, mm^rn 
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tt#ififO»Stt, ^11 (H«) (L«) ftn-Hf*DNA* 

*»WEl(IS*T l b«J:Vs (WO 94/1 1523 . 

G&fc^tisTmmtz. ttflcBe^jWffAsnfcii^Be^ftfttHMiAiRfr* 

It^t^&h^^^x-y^t^C^lTfeJ:^ (Ebert, 
K.M. et al., Bio/Technology (1994) 12, 699-702) . 

tf, thSHb (Humanized) tt#*««Tf*6. cn&®**tt# 

fg#£3- KT-5DNA£ii*SU cn*56iS^^^-K:a*aA/'Tf1&^fc*AU 

ntKcktmens. z<Dm%i(D-%m*m^T, *mw\zmmfc** 

thlftM, H«§$ (reshaped) th^fbHtSn, Sintt, KYW- 
<Dm%W}®. (CDR; complementarity 

determining region) &t h»ffiitt^i«^«tfcfe©Tii5^ ^© 
-«ttfc»fc ; Ffc*&^fc , fe»5nTV>5 (MHtttttttB&nMEP 125023*1 
WO 96/02576 ^«#B) . 



WO 2004/038420 
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Mftmzte, T7X^#©CDR<hk bft#<Dy\s-A7-2&m (framework 
region ; FR) t 5 fcRttLfcDKAfiai** CDR&tfFRW# ©*$»£# 

* - A' - 5 ? 7* 1" a SB # £ W -T £ «t 3 lefts $ L fc & ® © * U =f 2 £ I/ * F * 
7""7-f ^-^bT^TPCRfeCJ; DUETTS (IO98/13388*&«fcR«0:£&& 
M). 

CDRft^l/T«»*n*t htt#©7^- A7-^lll, ffi4tttft«ff««S 

tt*7l/-A7-£«*©7$/m£«£U/t'b«i;^ (Sato. K.et al. , Cancer 
Res. (1993) 53, 851-856) . 

«H«TfcJU Crl, Cr-2, C T 3, C T 4£, LiTttCs, CASttJflt 

#C***4H*l/TfeJ;V>. 

k ha^©nSA»«ft**«tf ©RJ3E1Btt£k hfi#ft*©3£« 

k NR#:*3(6©7^-A7-^flR**«tt;cflH*t*>6^<5. kh 

Atf, m#©Brfr£UTtt> Fab* F (ab') 2, Ft, lfl©Fabi££fcFc£:rr* 
Fab/c, *fcttH«eu<ttL«©FT&aaja:U>*--T?ai*S , e-fc">>^;i'5 1 
x-OFt (scFt) #*tf&n*. JMfc&fcte, * 

3 (M^ll. Co. M.S. et al., J. Immunol. (1994) 152, 2968-2976, Better, 
M. A Horwitz, A. E Methods in Enzymology (1989) 178, 476-496, Acadeiic 
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Press, Inc., Plueckthun, A. & Skerra, A. Methods in Enzyiology ( 1989) 
178, 476-496, Academic Press, Inc., Lamoyi, E. , Methods in Enzyiology 
( 1989 ) 121, 652-663 , Rousseaux, J. et al., Methods in Enzymology 
(1989) 121, 663-669, Bird, R. E. et al., TIBTECH ( 1991) 9, 132-137# 

ZftVTm&2nz> (Huston, J. S. et al. , Proc. Natl. Acad. Sci. U.S.A. 

(1988) 85. 5879-5883) „ scwz&\iz>umm®&±itLmmmz. *wmm 

KU>#-£bTte, mx\*7 5 /&12M9Sg^e>&3££0-#gK 

scFv^n-H-r^DNA^, m^wom^ftmrnm^u- kt&dna, & 
^ xsim t it \nmm # * a - h t sdna© ^tizommost® \z 

n-HTSDNA, fc«fctf*©W«f#£*H«U LJK testis £5 K:«srr 
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^fg^T&fflSnSiriftkU -2&JI£}n# (bispecific 
antibody) T&^Tfccfc^. xE^Mtt&#;teGPC3#^±©g&&xlf h-:/£ 

£^/^P-:^ft#:£g£T£A^:/l> K-T$i»^$-frT-S#Sttm« 
##H4£t:# * f^ST £ C t fe "TO T » 6 o 

;^St)tliya ; E-^-/i>A>1f- (human cytomegalovirus immediate 
early promoter/enhancer) £ £ t^T^-S. 

T^-OK^O (SV40) *CD^-f^^P^E-^-/x>A>-9— , &5V>tet 
hXD>y— > 3 >77**-la (HEFia) ft£0«WMWB**©:/n^-* 

-/x >a y-y—mttmi e> . 

SY^^n^-^-Zx^A^-iJ— *«^r*»^ttMulligBn50^jS (Nature 
(1979) 277, 108) \Z£Q, *&, HBFla^nt-^-/x>A>1*— 
3#3-«Mizushima6<£>£& (Nucleic Acids Res. (1990) 18, 5322) fc«fctK 

ifi-C&Z. ^D^-tHH fll^fcHacz^Pt-*-, araB^P^-*- 
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(Nature (1098) 341, 544-546 ; FASEB J. (1992) 6. 2422-2427) fCcfcO, & 
S^ttaraB^Dt-^-*ttffl-r**^eBetter60*j* (Science (1988) 240, 
1041-1043) fc«fcD$gK-r*E£#T?€r£. 

pelBv^ASE^J (Lei. S. P. et al J. Bacterid. ( 1987) 169, 
4379) £MTtU£ck^o -£1>T, 77XAl£l±£n&^#£#«f 

Vifrvm&zmmzmfrWiVT (refold) 
*»Bit£bTHu sv4o, *u*-T«>-r^, 77;-)^^, ^witrn 

n*s\*by>Z7x.7—V (APH) ite^ 3=- 5 fef (TK) * 
«S^U->5 1 >^7 = >^*U#->;WK5>X7x7— if (Ecogpt) 
^tKD3|K»7C»3R (dhfr) fc^tfCttfTft*. 

ffSlXtt, ^ITflSn^li, mtfCHO, COS, 

D-v, BHK, Vero, HeLajtfflflgft'T'fgSiSn*. 

^»te»£ftfc®£*ffll&£in vitronectin TiYoT«F«tTB»t*r 

tUT, DMEM, MEM, RPMI1640, IMDM&&/B-T* E Will (FCS) 

tl/T, Hyper P0R0S, Sepharose F. F. (Pharmacia®) ^IgtfSft*. <■ 



13 



WO 2004/038420 



PCT/JP2003/011320 



itZZtlZk*) , *n;#:£#«L »8t5 C t*»Tt § (Antibodies A 
Laboratory Manual. Ed Harlow, David Lane, Cold Spring Harbor Laboratory, 
1988) o 



2. GPC3©^ffi 

GPC337^>A^Ht?feck^. 
*tttt»t^*n*GPC3^>/X^It0«ai^j*tt»CIR3£$n&lr»*«, #EGPC3 

/ 7 y-fe-f T!* D , L v><m*Mlg£fc«!ft*£;*«e (enzyme-linked 

immunosorbent assay : EL ISA) sandwich EL ISA) Tafc-S. ELISA&£© 

ttGPC3tt#*fflV4fc-tt«a:ttffl^fitUT«, 0fAtf, iiiGPC3ftfr££## 
ICHfcU ££K:*tffttttt*;tinA, -f >*a^~h*ffVittGPC3«#:tGPC3^> 
ttGPC3»i**^UTS»#K:»^LfcGPC3^ 

>/t*««Hj-r *ctic«fcD, **ttf»'«t»©GPC3^>^^jr©*fflftff5*ft 

14 • 

BNaOOCID: <WO___i!00<03B420>.1J.> 



WO 2004/038420 



PCT/JP2003/011320 



iUTH >J>Mii. TristtW*, *x ^^iiHi 

>*a^-*3>#fffctt*. -f>*a^-h&0&#f;i, GPC3*>/t£K£ 
StGPC3&t#:Oi^^?:*5tf7iVit>0Tabn«MT ! &J;<, #JA.«* Tweeii20%©# 

*5fiW©GPC3^ Wt^RlfttiJ^jaslc^ViTH:, GPC3*>A*K*fcfflb£V>* 
3>hP-;i/tttt£«1tbTfeJ:V*. 3>hD-;Htt!^tbT«, 
GPC3^>;^K&^*^v^tt3>hD-;m^GPC3^>;t^K^tr»143 

>hP-;M6Wfc£#*S. :<0«^ GPC3*Wt***£$fcV:>IBEtt:3>hP 

-;pk« r# e. nfcte*, gpc3* >wx&fstm&n > h □ -;nstflT?& e. n 

6«*«»fc*^V>T, *tettflfcSi:ft*GPC3*>W**Jg 

ttGPC3ttflc £^ b T%#mz1&& LfcGPC3^ >r\ 2 5?©&ffl ©Iff * b V^M £ 

$»#tH£SnfcttGPC3tt#lC*tttt^*»«l$-B:, ilfcfrftic, 
GPC3^>/^JCS4#»»k:BttTsailli»iflcSffllriTtftair«. 
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<L*aGPC3£i& «\ ^V^JV7^fk Kfc, tfUv 5 

fc», #l*.fcfBSA> if^X 7;i/75>fc«i:T7*n>y*>^'f3. fftfife#U 
UPAS. »-f>+a^-">3>Ot, 7>-h£tt£U 7>-MC»ofc 

«&iftGPC3ia#£&tiJT£. *fflttm#K:^«©*Ste«tDfT5J:t55«Tr*, 
tf , «t * ~>>^l/-->3 >^RIA& £ J; 0 

(ABTS) , 1, 2-7x"l/>^75> (W-7i^l/>-775 » » 
U , ,5,5 , -rh7^?M>^^> (TME) &£**tf*£fc*tT#*. 

^^®GPC3^>/^K^tti^fe©#lC»SUV^«<hbT, tf*=F>T«a 
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rL^--> 3 >©^, 7W-h*ftfrU 7)V%V*Z,7 7*—V, DVttS'? 
#369!©GPC3* >/t#»tftHi:£i*©fl&©8»£ IT, GPC3* >/S£SI£##l#J 

^3>Ufc«, *fei*U &&&K*g£LTV>5GPC3*>/^K£> -^StGPC3tt 

*#«JfcWU StGPC3tt#:*^tr***^l/-h3&:£©$}$#fcJiPA, £xGPC3fct 
ttSBJTf*. :/!/- h£&im *>/^«©##ISl$ft M 

^>+a^-KOft, »g£U -ifcttGPC3fii#:*JPit*. Sgft^ >*n.^~> 

*5fi«©GPC3^>/^«©*ffi*IS©fl6©tt*i:UTtt, 8&R&£*iJffl htc 
*«^TGPC3ft*tfjr*Ci*»T*«. ^^»§S#tbTlt ^F*ttT, 
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Ufctt^*K»«iB6U -««flBI8I^Lfc«t, KH+OTCSttfcj&tMAT 

#BW©GPC3*>^£R©fcffl:&fc©tt©«^£LTtt, 01*. tf, SM^X 

qii/^Jl'tUTUT;!/^^ Afc««-r*Ct3&JprilBT**. 01*. tf* BIAcore 
(PharmacialS) *"fe >U— £$V>£ H fclcJ: DGPC3* W^Stft 

bfc-fe^-^y^K, KGPC3tf#K:fe£-rSGPC3*:wi 
#5893«* 3«©^©fc*©^TO^©GPC3^>/^«^^lii'r^feJ6©^ 

$tGPC3^^tj. m%m&Tz&*y hmimmz&-3<®&\z, a&ss 

0®©ffiSJ£fcSB^ 

01 tt, Gene Chip £/8V>fcGPC3 ■RNA©583l# i W©il6*&^"rHT* 0 , SI 
lAttGPC3©56££> H 1 B&7^7 7 7 x h ^Df-f > (AFP) ©3S3i£^1-, 
8Mtt©NL CH> LC, WD, MD&J;tfPDtt^tt^ttIE#ffFI8> ffF«g&&, TOM 
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m 2 \t, «»^ A 7 JP^©GPC3B:OTC3 3 7 * * K ©CBB&&& 

El 4 mGPC3#E#£;8V>TfT W^SOXX^ >7n y 

0 5 tt, jfiGPC3ffi#*m>fctf> K-f y^ELISA©Ra*»"rH"C»*. 

El 6 tt, M6Bl£«ktfM18D4£Jf V>fcGPC3+J-> K-f s/^ELISAO*^^- F#- 

H7tt, GPC3©»jfi**T«5*;HTr**. 

0 8tt, ELISAfc*tt*ttGPC3lKfl:0ia^t)-e:*^"rH*e««. 

H9tt, ^*M*£frtf©ftGPC3^#:£^fcGPC31*->lM s/^ELISA*© 

$8W*5WfcT*fci&©*Jfl©#lB 

<5J?§S{GPC3> TOS!GPC337^>/^«0%^^^-tbT, pCAGGSHDHFR 
Jt^ 2fctf*#-7-f *>>Wtt»fi^ *fc#&A,£pCXND2, pCXND3£JS 

DBlimTCCJ:&JBALfclfflft&fflV>, ifr*K:fcJ:5XFBS (GIBCO BRL CATt 10099- 
141, LOTS A0275242) / Minimum Essential Mediua Alpha medium ( a MEM (+) ) 
(GIBCO BRL CAT* 12571-071)/ IX Penicillin- Streptomycin (GIBCO BRL CAT! 
15140-122) Zm^tt. mn^B^ft^mmo)mmz\t, 500#g/mL Geneticin 
(GIBCO BRL CAT* 10131-027)/ 5X FBS/ a MEM without ribonucleosides and 
deoxyribonucleosides (GIBCO BRL CATt 12561-056) ( a MEM (-) ) / PS*SV>faR 

HepG2«ATCCiO)»Xtfc«ia*ffiV^ 10X FBS /^Myno^-m 
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m (Dulbecco's Modified Eagle Medium, DMEM) (GIBCO BRL CATI 11995-065)/ 
PSTi§££fr^fc. 

/Vf7U h*-TttlO%FBS / RPMI1640 / 1 x HAT media supplement (SIGMA CA 
T# H-0262) / 0. 5 x BM-Condimed Hi Hybridoma cloning supplement (Roche CA 
T# 1088947) TigMUfc. 

mtmi thGPC3 (gpc3) cWK<D>7u-= : >if&&zfi%mmisr 

kh^»JW>3 (&TGPC3) *n-l«TS±JScDNAO^D-n>^ 

t hGPC3*3-Kf5±ftcDNAtt, *J»0»HJ|g1*Caco2cfc DSttlCJ; OUSt 
feist strand cDNA*8S!£U Advantage2 kit (CLONTECHtt Cat. No. 8430- 

1) SfflVifcPCR£j&fc«fcO«l*lbfc. TfcfrS, 2M0Caco2S*cDNA, 1^1© 

2) , 5Ml©Adyantage2 lOxPCR buffer, 8 fclOdNTP mix (1.25 mM) , 1.0/zl© 
Advantage polymerase Mix£"£tT50 u\<DR]&m*, 94 tTl^, 63 *CT?30#\ 
68 •CT3^6tt-6iJ-f^^*35iafft>fc. PCREJ&IC (pGEM-T 
Easy Vector System I (Promega&Cat. No. A1360) £ J$j V* T TA^ # — pGEM-T 
easyK#Abfc) ABI3100 DNA If- ^B9VOIIB«fT t>fc»*, h 
hGPC3®^**3- HfScDNASJIlfil/fc. E^#*3 T?3E3ft*Eaittt h 
<K3»e^©*ttSEai£, EW#*4T«n*EWttfc hGPC3*>/^H©7 

E*l#-t 1 : GATATC-ATGGCCGGGACCGTGCGCACCGCGT 
E#l## 2 : GCTAGC-TCAGTGCACCAGGAAGAAGAAGCAC 

GeneChip£/8V>fct hGPC3 iRNA£g!MWr , 

24M©lff«3i6«»«? (K$Mfc;«:WD, **Mb«:IOK «$Mfe«:PD) , 16^©Jff 
Wmft&B (lff&Wffi:CBk fifW«»tt:LC) , 8^©iE#ffP«:NL (-f>7*— -A 

^*mENA5fia#*f*GeneChip n 0G-95A Target (Affymetryxft) £/BV>Tfro 
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tz„ ?tit>?>, ±B3#ij&8UDIS0GEN (0*> f ->a) V>T h-#MNA£ 
fflmbrc'&s -?-n^tll5/zg© total RNA SttfflU Expression Analysis 
Technical Manual (Affymetryxft) fci1SDT&£^3I$^£?Tofco 

m lfc«?\fc3fcfc hGPC3»W (Probe Set ID : 39350_at) tefflP 

TM$tlTVi-57;i'7 7 7xbyPx'r>(Probe Set ID : 40114_at) ©iRNAfg 

ititutfc^ t;u777x h7Px<>©mRNA&5irtm<^£#sn& 

V^^b^fC^ViTfeGPCS^+^^mRNAO^cD^jt^feen, fr-Dmmm 
/LitbTV^SI-&^GPC3fC*liTlS^^<hra6.^t^o^ 0 &±0££J;D. 
GPC3©^ffi«M©M^fei: LTWffl t#^^tl5. 

**5te*W«kDtt^Snfc^ftt HGPC3 cDNA£^tr777S KDNA&ffiV^ 
1T*SGPC3 cDNA56S^7X5 HDNA&*«Ufc. C*$fffiJ©i*7k«g# (564-580 
75.;m) J;"5fcKK-UfcT«ty5< (5'- ATA GAA TTC CAC CAT 

GGC CGG GAC CGT GCG C -3' (»#!#•$ 5) ) £:EcoRI«»B2?!K Kozakffi^Jn 
Ztt±ffi77'1 T- (5'- ATA GGA TCC CTT CAG CGG GGA ATG AAC GTT C -3' 
(E8l#-9 6) £/BV>TPCR£fT-p*:. nbtlltKmfr (171 lbp) £pCXND2-Flag 
fc£D-=>^b&. flsRSn&JSS:/?*^ KDNA*CH0ttfiDJffill#'\#*U 
500^g/mL Genet icin TOlftfciD, T?T*a!GPC3»5BSCH0llt&#fc. 

1700 ca'n-^-^hJV^ffl^pJ^SGPCSiaf^JlCHO^^m^il^fi 1 ^, « 
*±ffi£IeIJ&txffi®!£?T<3fc. i§*±f*£DEAE sepharose Fast Flow (Amersham 
CAT# 17-0709-01) £^-i?U 50(taM NaClft^tt/ty 77-fcJ:0* 

ffiLfc. 5fcfc, Anti-Flag M2 agarose affinity gel (SIGMA CAT*A-2220) 
^T77^-f-f -*»®!£fTo£: 0 Sffltt20'0Mg/iiL^FLAG^7^ FfcJ; Dfr-s 
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fc. Centriprep-10 (Millipore CAT#4304) \Z «fc 5 ft ffi '& , Superdex 200 HR 
10/30 (Amersham CAT* 17-1088-01) fc^S^^ilSff^FLAG^^ 
fee *&k:DEAE sepharose Fast FlowA5A*fflV>TWBU RI$lcTween20* 
£SfcWBS (500mM©NaCl£^tf) T$iij£fT"5 C t let D/Xy 7 7-«tftftff 

±E*£fflfcHGPC3 cDNAfcx^TV- >iU 7yfe>^U-PCRttK:J:oT 
495#Bi509#aoSer*Alafc«iftS ; a:/S:cDNA&^«Ufc. C*$g}fc 
His^^#JU$n5<t'5fC7 , 7-f T~&K!ffL, #£>nfccDNA£pCXND3^* 
-fc^D-X^Lfc. f^K$n&58«7"9X5 KDNA&DXB11#^*AI/, 500 
H%/vH GeneticiD T?©»ftk:,fclK TOaiGPC33 7^>/«^!R*3B3iCH0*t1» 
&. 

1700 ctfu-y-tf^jvzm^jzmmmzft^. ««±»&iaiJRu»«*fTo 

fco i»£±?*£Q sepharose Fast Flow (Amersham CATf 17-0510-01) fc^t-v 5 
U 8fc#&, 500mM HaCl*£tMJ>K/ty 7 Outfit fc. jfcfc. 

Chelating sepharose Fast Flow (Amersham CATf 17-0575-01) &J8V>T77^ x 
7-<<-ttm*ffo1t. 10-150rtl©-f 5^l/-^T^95?X>h»fflftff-9fc. 
ftftKQ sepharose Fast Flow *JBttT*«U 500mM NaCl&^trU 7 

SDS#U7^U;P75 Hy^««*»OH*» 50~300kDa©*;*7fcA-> 
*&40kDa©A>K#»S*l&. H2l:t»0^$^t. GPC3te69kDa©C* 

>«»0*ftgWfcGPC3T?** btllt. *940kDa©A> KHt75 / 
»V-^x>^©tS*, GPC3©N***Ht^£jBjftfcLT*SD» GPC3teft6fr© 

»»T*fc*. ^9>BMIftlD^^;i/BWT**495#Bi:509#B©Ser* 
Alafc«ill**fcTsr»fflGPC83 7^>/«^Jt*fJs|ltfc. H££CH0ff%3M*&#| 
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^U;P75 K$*;MMG8ett©IS*, 70kDa, 40kDa, 30kDa©3o©A> K;WSn 
fc 0 7$;l?y-^i>7^ 30kDa©;t>HttGPC3OC*«ftlWrfrT*S 
CtmmV, GPC3tt358#@©7;^n>t359#BCD-fe»J>OfWif^6^0Bf 
*»fc«ltf&gttTV>3££#*anfc. ^A^>MtfiPSGPC3T£©30kDa 
©A* > H # ji 6 ftfc # o fc © tt, a/1 7 >*K**#ln t T ^ 5 & & X * 7 & n > 
Ffc&oTV>fcfc*£fitott*. GPC3#tf£©75>'RiB*J?»*»fc1»»r£g 

»ati/TGPC3*tA+ic^»aFn«iirO-««*a[T&. GPcsttfftfM*^-* 

-Tab^AFP<hit^bTiDMMMT]tfe : ?©^S^iS!;ffiTfe^^t&l 1 
ffibfc (01) ©T, AFP±DBflc»^ffltt©*Vs3(JrUVi«»*7-*-i:LT© 
T?flBttK:o^T*wr*fcJe>» *Jifl2#»fcE*©J:'3K:» ftGPC3#ift:*fls« 
U tfVHMy^ELISAfcfcflMlbfc. 

StGPC3^©^$S[ 

t hGPC3tT9^GPC3©**n5?-tt75/KW^;PT94%©»ViffiHtt*w 
Sft , ©Tr>7;[C^SbT ! fe*tGPC3^#:$#«lVipT^14S#^, SBftft 
^A^^^Tft^MRL/lpr^^XSftJSft^tUTfflVJfc. MRL/lprV^X (CRL) 5 
EEfcTOfflGPCSSftHEUfc. «Ha*«fcttftft^>^^K*100Mg/Etfe*«J: 
■5fcfli88U FCA (7D-f>^7^/Oh (H37 Ra) , Difco (3113-60) . 
^Y>"rAv^yvy (catt231131) ) ^m^XJi^JVPa >4kVfth<D%& 

i 

* % & 7 9 a. /\* > h , Difco ( 0639-60 ) ^n>f^^>V> 
(cat#263910) ) TXT/H?a >fcU&%>©*&Tfc»#b&. EU£1S1IH)HIB 

J!b««HRrtK:S#bfc. GPC3n7^>/^K<&n~h Lfci' A/ 7>- h£/§ 
^fcBLISAfcJ:D(ffC8lC»r«Jii»tO*t#«^il»UTVJ*<Dft«BII, Ttf 
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z$x.ti*-'?MM?mf?vz&mmm%m'&b, pegisoo (o->a.^r^ 

/X^jyt, cat#783 641) fcJ:0»»«^*ffofc. 96ftig*7>- 

±t»*EJRLfc. ELISAK«fc5;*£D-x>^tt, GPC33 7^ toiler 

#L#©*»»ttHi Trap ProteinG HP (Aiersham CAT* 1 7-0404-0 1) *«V>Tfrofc. 
/W^'J K-"7«*±»Si»A7Al:5 : t'-5'U «^ty77- (20lM U 
>^^hU^A ( P H7.0)) fcT3fci*«, (0. Ill ^U-»-HCl 

(pH2. 7) ) -cmttibfz. mWiWm^yyr- (1M Tris-HCl (pH9. 0) ) 
^a-^fcffViifiSfcTOL/fe. tt^H^*^-;i/bfc«, 0.05%Tween20/PBS 

#EGPC3m#<Z>##T 

tnE^Ma-f^tflET'?^ IgG (gamma) (ZYMED CAT* 62-6600) t7WJ7* 
X7r^- fcf - ■V^ttTtf* IgG (gamma) (ZYMED CAT* 62-6622) £m>&V7 
7LIgG*>H-f y^ELISASff^, tfri£©*f SgT^X IgGlifttf: (ZYMED CAT#02- 

6100) zzfyy-vtbTfernvfto 

tKmi1Mt<D7 4 V 9 <i \Z>!?\Z* IamunoPure Monoclonal Antibody 
IsotypingKit II (PIERCE CAT* 37502) fcfflK 75&te8s#©T- a 7JH^o 

t!h-^»*ff-Dfc. 100ng/U->iS:SJ:5CT*aSIGPC3=i7^>^^Jts 
10SJSDS-PAGE mini (TEFC0 CAT#0 1-075) * -s? L . (60V 30min, 

120V 90min) Trans -Blot SD Semi-Dry Electrophoret ic Transfer Cell 
(BI0-RAD) ^ffl^T-1' : Etfn>-P (Millipore CAT#IPVH R85 10) ^h7>Z7 
7-bfe(15V 60min)o aembrane£TBS-T (0. 05% Tween20, TBS) -vm<fcoft&, 
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5XX*A$;i^ADTBS-TT?mro (£tt) **V^»4-ft (4*C) stut 
TBS-TT»10#Wfi£'5L&ft, IKX + AS^ADTBS-TTO. 1 — 10^ g/niLI'^ 
Rl/fcftStGPC3tt#*lP^lB#IB«^5bfc. TBS-rafcV> (10#ffix3tH) > II 
7.^A$;V^A0TBS-TT1. lOOQfctffcl/fcffltf-ft^S'XIgGfl.ft: (Amershai 
CAT#NA93 1 ) -C\mr*mt?'&. TBS-TTtfeofc (10^x3®) . 3S£«ECL-Plus 
(Amersham RPN2132) <£ffl V>Tfr<^ Hyperfilm ECL (Amershai CAT* RPN2103K) 
SJBHTafcl/&. 0 4C)iX^>^Py hiMI^f. 40kDa©;t> 
Hfcfi*«tt#»N*J|K:xt! 30kDa£»A> FCSfTtStfift 

ttc*»Kxt:h-^**-r*t ! w»fb»*i/&. N*««*B«in-*tt;#tu 

TM6BK M18D4, M19B1K C*ttfl«m-r*ift#£: LTM3C1K M13B3, M3B8£ 
fffc. BIACORE&m>fctf*r®»*» #ft#ODfittO. 2-17. 6nMT&o fee 

JOtflS ■5J^14GPC3CD^ai 
WZ&n&m (xenograft) trJV 

6jI^«M4<Z)SCIDt?X (Fox CHASE C. B-17/Icr-sc id JcK H*^U7«E^ 
tt) ti^-F?^ (BALB/cA Jcl-nu, ^7**5£&*fc) ©ffigP^T^ 

t MF«HepG2ajS*300^fi»*bfc. M«tfa#£«A.*mfe53Bfl&HepG2 
^ttSCIDV £ X 1 1, 3. 4CD&*M * D U > EDTA-2Na t7"/P^ >#ST 
(-^□^^■^a-y^Jlf, NIPRO, NT : EA0205)T«£fS§SU iU£B 
£T-20t:T&«?Lfc. HepG2^«SCIDT'>7 l #2«HepG2^*l62S^C 
HepG2^*^-r J "7^^tl l 2tt»«66B»K:a*»lilJ;0^«JfliUfc. Wtl 

iJ-^K-f y^BLISA 

JfiL^©nr^MGPC3^^Hi-r§fcie>, GPC3<Z>1f> rM ??-ELISA#£«*l,fc. 
5fc&DM0ft©AMPAK£m>£. 
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96»>x;KAyyi^--hfcl0tfg/iLt3!i:*J:5fcitt6PC3tt#*3-5r<< >>frt 
W7- (0. 1M NaHCO, (pH9. 6) , 0.02X(w/v) NaN,) T^bfcfeO^a-hb, 
4t:T-^-^ H^^-ML SHSOO^/weilOSfc&A'y 7 7^(0. 05X(v/v) 
Tween20, PBS)T3®&#^ 200/a LO^Ay 7 7- (50mM Tris-HCl (pH8. 1) , 
ImM MgCl 2 , 150iM NaCl, 0. 0535 (v/v) Tween20, 0. 02X (w/v) NaN Sl lft (w/y) BSA) 

7*M> fe^V^i^*±fl|$:^n^7 7-l?®^fc^Ufe'b<D^jD^l^ 
«0+i^-M/L 300 jtAL/9x^(MBT 3 W^7 7- 
T 10 m g/mL i & § £ "5 ICttR b >*» L fcfeiGPCSK^ * Jn * ll^fS^M 

T-f >^rL^-hb7t„ 300/iL/7x;t-<Z)RBT3ls]ife*H£, ?&3RAy7 7-Tl/ 
lOOOfC^SRLfcAP-X hl/7h7tf> ? > (ZYMED) 1 MgffiTM 

^-ML 3OOML/well©ftt§^7 7-T50ft&Lfc&> W^Dha- 
;W£$V>AMPAK '(DAK0 CATHC6200) £m>Tfi&6£-th Y< £ D 71/- h U 

^#0fcT*3 1 >te{c«Rocheft<?>Biotin Labeling Kit (CAT# 1 418 165) 
t*&. ^>7^»f ©Rl^SGPC3ii«©^Jp{C{3:, Sfr#7 7 bGlaphPad 

PRISM (GlaphPad software Inc. ver. 3. 0) £/8 UT##rbfc. 0 5lc*^Jg^© 
1r> F< y :FELISA©MS£^T. 

f*«|nJ^SGPC3^ffl^TX^>y-K^-7*^SSiLfc^, 
ng/mL©*£48$£T5 £ t&HZlt. m 6 £M6Bl#£lXM18M£/g^7tGPC3-tf-> K 
■i ymiSA©X*>^-h*#-7*£>SU&. C®^^^ tfa£<PHepG20i&£ 
±ft, fc hMHepG2^^&^«l,fcV9XJfilfll^©^^GPC3©^ai^K 

RjmTTfcofcCDfcafU HepG20«*±m, Rtf fc hff«HepG2»B£»*b 
/fcv7^«^HWMGPC3^ffl$nfc„ *»ana8fflGPC30*ftfcifc#T*^ 
HepG2«f*±»*Pttl.2ittg/iL, ^£*A»Tfc23~90ng/iiLT?*:?& (*1) . 
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£1 



HepG2^^-7^Xpiasma4'ro^I)§g!GPC3;l^(D;Iij^ (ng/mL) 







M6B01(N)- 


M19B11(N)- 


M6B1(N). 


M13B3(C) - 


M13B3(C)- 






M1BD4(N) 


M18D4(N) 


Bk)M3C1l(C) 


BloM18D4(N) 


BloM3BB(C) 


HepGZ»*±3» 




1190 


1736 


224 


234 


<1 ' 


HapG2»«SCID-7rt?^ #1 




65.4 


76.9 


<10 


<10 


<10 


HepQ2»*SCID?OX #2 


1705 


71.7 


94.8 


<10 


<10 


<10 


HepG2*£sciD?4a*3 




90.3 


113.9 


<10 


<10 


<10 


HapG2»ttSClD-7^7. #4 


2081 


87.3 


107.3 


<10 


15.0 


<10 


HepG2fc«nude^X #1 


1994 


58.7 


53.6 


19.7 


35.5 


102.2 


H8pG2»«nucle-7'tiX #2 


190 & 549 


229 


3^.6 


<10 


11.5 


40.6 


Normal SCIDT^X #1 


0 


<10 


<10 


<10 


<10 


<10 


Normal SCIDT^X #2 


0 


<10 


<10 


<10 


<10 


<10 


Normal SfclDV^X #3 


o 


<10 


<io 


<10 


<10 


<10 " 



^»aGPC3<D«IS 

ft\Z&Tfc&mm V GPC3*«358#B <D7)V*f- > 1 359# BOt'J>fc ©KITSJ 
»f*S^T^»SnT^*^Kl^lr»T*W*ffo/t. #»IBGPC3#N**»r#T? 

& sterns, N*mmfc&tc*%®mffifro&fr&t>#<Di)-> p-r^f 

fctffcj**. 0 9 1;: K-f y^EHSA0**>^-K# Si 

Ki8i£*§m£3^m aitea^Sfcl^©*^^ Rtft hffF«HepG2*IB 

fc*\Zft&-?Z*Sm&&Kt£tl1t. GPC3ttffF*-7-*-T*SAFP«t D fc^JW© 
«TJtfirf»a^B»6ns©Tf» GPC3©*ffitt*©IMKfcLT*JBT!fc*i:* 
A 5n*. GPC3ttffFtf«fi#^fc, 1*8, *M, 9L&, tt&ftff* 
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SEQUENCE LISTING 

<110> PERSEUS PROTEOMICS INC. 

<120> A method for diagnosing cancer by detecting GPC3 

<130> PH-1887-PCT 

<140> 
<141> 

<150> PCT/JP02/08997 
<151> 2002-09-04 

<160> 6 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic 
<400> 1 

gatatcatgg ccgggaccgt gcgcaccgcg t 31 

<210> 2 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 



1/10 



WO 2004/038420 



PCTYJP2003/011320 



<223> Description of Artificial Sequence: Synthetic 
<400> 2 

gctagctcag tgcaccagga agaagaagca c 31 

<210> 3 
<211> 2300 
<212> DNA 
<213> Hoio sapiens 

<220> 
<221> CDS 

<222> (109).. (1851) 
<400> 3 

cagcacgtct cttgctcctc agggccactg ccaggcttgc cgagtcctgg gactgctctc 60 

gctccggctg ccactctccc gcgctctcct agctccctgc gaagcagg atg gcc ggg 117 

Met Ala Gly 
1 

acc gtg cgc acc gcg tgc ttg gtg gtg gcg atg ctg etc age ttg gac 165 
Thr Val Arg Thr Ala Cys Leu Val Val Ala Met Leu Leu Ser Leu Asp 
5 10 15 

ttc ccg gga cag gcg cag ccc ccg ccg ccg ccg ccg gac gcc acc tgt 213 
Phe Pro Gly Gin Ala Gin Pro Pro Pro Pro Pro Pro Asp Ala Thr Cys 
20 25 30 35 

cac caa gtc cgc tec ttc ttc cag aga ctg cag ccc gga etc aag tgg 261 
His Gin Val Arg Ser Phe Phe Gin Arg Leu Gin Pro Gly Leu Lys Trp 
40 45 50 

gtg cca gaa act ccc gtg cca gga tea gat ttg caa gta tgt etc cct 309 
Val Pro Glu Thr Pro Val Pro Gly Ser Asp Leu Gin Val Cys Leu Pro 
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55 60 65 

aag ggc cca aca tgc tgc tea aga aag atg gaa gaa aaa tac caa eta 357 
Lys Gly Pro Thr Cys Cys Ser Arg Lys Met' Glu Glu Lys Tyr Gin Leu 
70 75 80 

aca gca cga ttg aac atg gaa cag ctg ctt cag tct gca agt atg gag 405 
Thr Ala Arg Leu Asn Met Glu Gin Leu Leu Gin Ser Ala Ser Met Glu 
85 90 95 

etc aag ttc tta att att cag aat get gcg gtt ttc caa gag gec ttt 453 
Leu Lys Phe Leu He lie Gin Asn Ala Ala Val Phe Gin Glu Ala Phe 
100 105 110 115 

gaa att gtt gtt cgc cat gee aag aac tac acc aat gec atg ttc aag 501 
Glu He Yal Val Arg His Ala Lys Asn Tyr Thr Asn Ala Met Phe Lys 
120 125 130 

aac aac tac cca age ctg act cca caa get ttt gag ttt gtg ggt gaa 549 
Asn Asn Tyr Pro Ser Leu Thr Pro Gin Ala Phe Glu Phe Val Gly Glu 
135 140 145 

ttt ttc aca gat gtg tct etc tac ate ttg ggt tct gac ate aat gta 597 
Phe Phe Thr Asp Val Ser Leu Tyr He Leu Gly Ser Asp He Asn Val 
150 155 160 

gat gac atg gtc aat gaa ttg ttt gac age ctg ttt cca gtc ate tat 645 
Asp Asp Met Val Asn Glu Leu Phe Asp Ser Leu Phe Pro Val He Tyr 

165 170 ■ ' 175 

acc cag eta atg aac cca ggc ctg cct gat tea gee ttg gac ate aat 693 
Thr Gin Leu Met Asn Pro Gly Leu Pro Asp Ser Ala Leu Asp He Asn 
180 185 190 195 

gag tgc etc cga gga gca aga cgt gac ctg aaa gta ttt ggg aat ttc 741 
Glu Cys Leu Arg Gly Ala Arg Arg Asp Leu Lys Val Phe Gly Asn Phe 
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200 205 210 

ccc aag ctt at t atg acc cag. gtt tec aag tea ctg caa gtc act agg 789 
Pro Lys Leu He Met Thr Gin Val Ser Lys Ser Leu Gin Val Thr Arg 
215 220 225 

ate ttc ctt cag get ctg aat ctt gga att'gaa gtg ate aac aca act 837 
lie Phe Leu Gin Ala Leu Asn Leu Gly He Glu Val lie Asn Thr Thr 
230 235 240 

gat cac ctg aag ttc agt aag gac tgt ggc cga atg etc acc aga atg 885 
Asp His Leu Lys Phe Ser Lys Asp Cys Gly Arg Met Leu Thr Arg Met 
245 250 255 

tgg tac tgc tct tac tgc cag gga ctg atg atg gtt aaa ccc tgt ggc 933 
Trp Tyr Cys Ser Tyr Cys Gin Gly Leu Met Met Val Lys Pro Cys Gly 
260 265 270 275 

ggt tac tgc aat gtg gtc atg caa ggc tgt atg gca ggt gtg gtg gag 981 
Gly Tyr Cys Asn Val Val Met Gin Gly Cys Met Ala Gly Val Val Glu 
280 285 290 

att gac aag tac tgg aga gaa tac att i ctg tec ctt gaa gaa ctt gtg 1029 
He Asp Lys Tyr Trp Arg Glu Tyr lie Leu Ser Leu Glu Glu Leu Val 
295 300 305 

aat ggc atg tac aga ate tat gac atg gag aac gta ctg ctt ggt etc 1077 
Asn Gly Met Tyr Arg He Tyr Asp Met Glu Asn Val Leu Leu Gly Leu 
310 315 320 

ttt tea aca ate cat gat tct ate cag tat gtc cag aag aat gca gga 1125 
Phe Ser Thr He His Asp Ser lie Gin Tyr Val Gin Lys Asn Ala Gly 
325 330 335 

aag ctg acc acc act att ggc aag tta tgt gec cat tct caa caa cgc 1173 
Lys Leu Thr Thr Thr He Gly Lys Leu Cys Ala His Ser Gin Gin Arg 
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340 345 350 355 

caa tat aga tct get tat tat cct gaa gat etc ttt att gac aag aaa 1221 
Gin Tyr Arg Ser Ala Tyr Tyr Pro Glu Asp Leu Phe He Asp Lys Lys 
360 365 370 

gta tta aaa gtt get cat gta gaa cat gaa gaa acc tta tec age cga 1269 
Yal Leu Lys Val Ala His Val Glu His Glu Glu Thr Leu Ser Ser Arg 
375 380 385 

aga agg gaa eta att cag aag ttg aag tct ttc ate age ttc tat agt 1317 
Arg Arg Glu Leu He Gin Lys Leu Lys Ser Phe lie Ser Phe Tyr Ser 
390 395 400 

get ttg cct ggc tac ate tgc age cat age cct gtg gcg gaa aac gac 1365 
Ala Leu Pro Gly Tyr He Cys Ser His Ser Pro Yal Ala Glu Asn Asp 
405 410 415 

acc ctt tgc tgg aat gga caa gaa etc gtg gag aga tac age caa aag 1413 
Thr Leu Cys Trp Asn Gly Gin Glu Leu Yal Glu Arg Tyr Ser Gin Lys 
420 425 ? 430 435 

gca gca agg aat gga atg aaa aac cag ttc aat etc cat gag ctg aaa 1461 
Ala Ala Arg Asn Gly Met Lys Asn Gin Phe Asn Leu His Glu Leu Lys 
440 445 450 

atg aag ggc cct gag cca gtg gtc agt caa att att gac aaa ctg aag 1509 
Met Lys Gly Pro Glu Pro Yal Val Ser Gin He He Asp Lys Leu Lys 
455 460 465 

cac att aac cag etc ctg aga acc atg tct atg ccc aaa ggt aga gtt 1557 
His lie Asn Gin Leu Leu Arg Thr Met Ser Met Pro Lys Gly Arg Val 
470 475 480 

ctg gat aaa aac ctg gat gag gaa ggg ttt gaa agt gga gac tgc ggt 1605 
Leu Asp Lys Asn Leu Asp Glu Glu Gly Phe Glu Ser Gly Asp Cys Gly 
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485 490 495 

gat gat gaa gat gag tgc att gga ggc tct ggt gat gga atg ata aaa 1653 
Asp Asp Glu Asp Glu Cys He Gly Gly Ser Gly Asp Gly Met He Lys 
500 505 510 515 

gtg aag aat cag etc cgc ttc ctt gca gaa ctg gec tat gat ctg gat 1701 
Val Lys Asn Gin Leu Arg Phe Leu Ala Glu Leu Ala Tyr Asp Leu Asp 
520 525 530 

gtg gat gat gcg cct gga aac agt cag cag gca act ccg aag gac aac 1749 
Val Asp Asp Ala Pro Gly Asn Ser Gin Gin Ala Thr Pro Lys Asp Asn 
535 540 545 

gag ata age acc ttt cac aac etc ggg aac gtt cat tec ccg ctg aag 1797 
Glu lie Ser Thr Phe His Asn Leu Gly Asn Val His Ser Pro Leu Lys 
550 555 560 

ctt etc acc age atg gee ate teg gtg gtg tgc ttc ttc ttc ctg gtg • 1845 
Leu Leu Thr Ser Met Ala He Ser Val Val Cys Phe Phe Phe Leu Val 
565 570 575 

cac tga ctgcctggtg cccagcacat gtgctgccct acagcaccct gtggtcttcc 1901 

His 

580 

tcgataaagg gaaccacttt cttatttttt tctatttttt tttttttgtt atcctgtata 1961 
cctcctccag ccatgaagta gaggactaac catgtgttat gttttcgaaa atcaaatggt 2021 
atcttttgga ggaagataca ttttagtggt agcatataga ttgtcctttt gcaaagaaag 2081 
aaaaaaaacc atcaagttgt gecaaattat tctcctatgt ttggctgcta gaacatggtt 2141 
accatgtctt tctctctcac tccctccctt tetategtte tetctttgea tggatttctt 2201 
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tgaaaaaaaa taaattgctc aaataaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa 2261 
aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaa 2300 



<210> 4 
<211> 580 
<212> PRT 
<213> Homo sapiens 

<400> 4 

Met Ala Gly Thr Val Arg Thr Ala Cys Leu Val Val Ala Met Leu Leu 

15 10 15 

Ser Leu Asp Phe Pro Gly Gin Ala Gin Pro Pro Pro Pro Pro Pro Asp 

20 25 30 

Ala Thr Cys His Gin Val Arg Ser Phe Phe Gin Arg Leu Gin Pro Gly 

• 35 40 45 

Leu Lys Trp Val Pro Glu Thr Pro Val Pro Gly Ser Asp Leu Gin Val 

50 55 60 

Cys Leu Pro Lys Gly Pro Thr Cys Cys Ser Arg Lys Met Glu Glu Lys 
65 70 75 80 

Tyr Gin Leu Thr Ala Arg Leu Asn Met Glu Gin Leu Leu Gin Ser Ala 

85 90 95 

Ser Met Glu Leu Lys Phe Leu lie He Gin Asn Ala Ala Val Phe Gin 

100 105 110 

Glu Ala Phe Glu He Val Val Arg His Ala Lys Asn Tyr Thr Asn Ala 

115 120 125 

Met Phe Lys Asn Asn Tyr Pro Ser Leu Thr Pro Gin Ala Phe Glu Phe 

130 135 140 

Val Gly Glu Phe Phe Thr Asp Val Ser Leu Tyr He Leu Gly Ser Asp 
145 150 155 160 

He Asn Val Asp Asp Met Val Asn Glu Leu Phe Asp Ser Leu Phe Pro 

165 170 175 

Val He Tyr Thr Gin Leu Met Asn Pro Gly Leu Pro Asp Ser Ala Leu 

180 185 190 

Asp lie Asn Glu Cys Leu Arg Gly Ala Arg Arg Asp Leu Lys Val Phe 
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195 200 205 

Gly Asn Phe Pro Lys Leu He Met Thr Gin Val Ser Lys Ser Leu Gin 

210 215 220 

Val Thr Arg He Phe Leu Gin Ala Leu Asn Leu Gly He Glu Val He 
225 230 235 240 

Asn Thr Thr Asp His Leu Lys Phe Ser Lys Asp Cys Gly Arg Met Leu 

245 250 255 

Thr Arg Met Trp Tyr Cys Ser Tyr Cys Gin Gly Leu Met Met Val Lys 

260 265 . 270 

Pro Cys Gly Gly Tyr Cys Asn Val Val Met Gin Gly Cys Met Ala Gly 

275 280 285 

Val Val Glu lie Asp Lys Tyr Trp Arg Glu Tyr He Leu Ser Leu Glu 

290 295 300 

Glu Leu Val Asn Gly Met Tyr Arg He Tyr Asp Met Glu Asn Val Leu 
305 310 315 320 

Leu Gly Leu Phe Ser Thr He His Asp Ser He Gin Tyr Val Gin Lys 

325 330 335 

Asn Ala Gly Lys Leu Thr Thr Thr He Gly Lys Leu Cys Ala His Ser 

340 345 " 350 

Gin Gin Arg Gin Tyr Arg Ser Ala Tyr Tyr Pro Glu Asp Leu Phe He 

355 360 365 

Asp Lys Lys Val Leu Lys Val Ala His Val Glu His Glu Glu Thr Leu 

370 ' 375 380 

Ser Ser Arg Arg Arg Glu Leu He Gin Lys Leu Lys Ser Phe He Ser 
385 390 395 400 

Phe Tyr Ser Ala Leu Pro Gly Tyr lie Cys Ser His Ser Pro Val Ala 

405 410 415 

Glu Asn Asp Thr Leu Cys Trp Asn Gly Gin Glu Leu Val Glu Arg Tyr 

420 425 430 

Ser Gin Lys Ala Ala Arg Asn Gly Met Lys Asn Gin Phe Asn Leu His 

435 440 445 

Glu Leu Lys Met Lys Gly Pro Glu Pro Val Val Ser Gin He He Asp 

450 455 460 

Lys Leu Lys His He Asn Gin Leu Leu Arg Thr Met Ser Met Pro Lys 
465 470 ■ 475 480 

Gly Arg Val Leu Asp Lys Asn Leu Asp Glu Glu Gly Phe Glu Ser Gly 
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Asp Cys Gly Asp Asp Glu Asp Glu Cys He Gly Gly Ser Gly Asp Gly 

500 505 510 

Met He Lys Val Lys Asn Gin Leu Arg Phe Leu Ala Glu Leu Ala Tyr 

515 520 525 

Asp Leu Asp Val Asp Asp Ala Pro Gly Asn Ser Gin Gin Ala Thr Pro. 

530 535 540 

Lys Asp Asn Glu He Ser Thr Phe His Asn Leu Gly Asn Yal His Ser 
545 550 555 560 

Pro Leu Lys Leu Leu Thr Ser Met Ala He Ser Yal Yal Cys Phe Phe 
565 570 575 

Phe Leu Val His 
580 



<210> 5 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic 



<400> 5 

atagaattcc accatggccg ggaccgtgcg c 



<210> 6 
<21I> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic 



9/10 



WO 2004/038420 PCT/JP2003/011320 



<400> 6 

ataggatccc ttcagcgggg aatgaacgtt c 
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